INTRODUCTION
The presence of a disease is highly correlated to a triagel of factors, namely host, pathogen, and an environment. The three conditions would then interact to cause a condition called disease. One of the microorganisms acting as a trigger for a disease is referred to as pathogenic bacteria. Pathogenic bacteria is one of the pathogens for humans and other living beings, in other words it is bacteria responsible for the disease in humans. Currently, there are too many types of bacteria pathogenic to humans which are resistant to many types of antibiotics. The resistance of pathogenic bacteria known not only for one type of antibacterial agent alone, but to some types of antibacterial agents. As an example, the bacteria Salmonella typhi, which causes typhoid fever, is resistant to Ampicillin, Chloramphenicol, and Cotrimoxazole. Bacteria that are resistant to several type antibacterial agents are known as Multi-Drug Resistant (MDR) bacteria. These bacteria are certainly an obstacle in the field of medicine. Because of the problem, studies aiming at finding new alternatives in the antibiotic-producing compounds has been pushed forward. One of the focus of such studies seeks to find new sources from marine biology, because of the wealth of marine resources in Indonesia, a country which possesses vast waters in its territory [1] .
The organism which became the focus of this study was mollusk, because some species of mollusks are known to have bioactive compounds with pharmacological effects. However, the limited availability of biota supply was an issue during the research. Therefore, to anticipate them to do research with the retrieve and utilize symbiont microorganisms on the mollusks that can produce secondary metabolites, which together with its host [2] so it will not reduce populations of mollusks in nature. Symbiont bacteria found in the shell, tissue and mucus of marine mollusks possess significant potential in sea pharmacology, because they have active ingredients that can be used as antibacterial agents, such as cytotoxin and antioxidants, with promising application in the field of pharmacy [3] Based on the facts above, the purpose of the research is to identify symbiont bacteria in mollusks, and to identify molecular agents of the identified bacteria with antibacterial properties against MDR pathogens.
METHODS

Sample Collection
Gastropods samples were collected from intertidal terrain at 0.3 -1 M depth. Samples obtained were identified in accordance with FAO species identification guide for fishery purposes: The living marine resources of the western Central Pacific. Volume 1. Seaweeds, corals, bivalves and gastropods [4] and the mollusks Seagrass [5] . Sample gastropods were identified as Littorina scabra, Cypraea moneta, and Conus ebraeus. Samples were stored in sterile plastic bags and were put into a coolbox which had been prepared with synthetic ethyl polythene sterile ice. Samples were taken to the Laboratory for soft tissue removal to be made serial dilution [6] .
Isolation of Symbiont Bacteria from Gastropod
Isolation of bacteria was performed by dilution method [7] . Gastropods tissue sample were diluted in sterile sea water for dilution series. Planting method used spread plate [8] with 10 -5 dilution series at half strength in Zobell 2216E (HIMEDIA, India) marine media, which were then incubated at room temperature for 48 hours. The morphological observation was carried out to identify Form, Margin, Elevation, Pigments. Colonies were taken at random and purified by the method of streak plates [7, 9] .
Screening for Anti-MDR Compound-Producing Symbiont Bacteria
Screening for symbiont bacteria with anti-MDR properties was performed by overlay and dilution method [10, 11] . Bacterial symbionts rounded gastropods (spotted plate) at 2216 E Zobell media marine that on a petri dish and incubator for 5 days. Bacteria MDR(Escherichiacoli, Enterobacter cloacae, Klebsiella pneumoniae, MRSA (Methicillin-Resistant Staphylococcus aureus), Staphylococcus aureus, and Staphylococcus humonis)on media Zobell 2216 E marine broth which was incubated one day on a shaker, grown in medium soft so Zobell 2216E overlay with bacterial symbionts then incubated 1x24 hours. The antibacterial activity is indicated by the presence of zones of inhibition or inhibition zone, which is a clear zone from the edge of bacterial colonies up to the limit of MDR bacteria. MDR bacteria obtained from Lab. Tropical Marine Biotechnology Lab complex. Integrated Undip Tembalang.
Mass Culture and Extraction
Symbiont bacteria with the highest activity were identified in isolates CM.G1.2, LS.G1.8, and CM.G2.5. These isolates were gradually inoculated in 500ml of marine broth Zobell 2216E with an initial starter of 5ml, were mass cultured on a shaker at room temperature (250rpm), and were harvested at day 5-7. Cell fractionation by centrifugal force was carried out using a centrifuge (6000rpm / 15min). Supernatant was extracted by Separatory funnel method using ethyl acetate. Crude extracts were obtained by evaporation (35°C / 60min), after which they were used in the antibacterial activity test by disk diffusion method [12, 13, 14, 15, 16] .
Antibacterial Sensitivity Test
A sensitivity test was performed using Kirby-Bauer disk diffusion method. 100μl of MDR bacteria in media Zobell broth which had gone through 24 hours incubation period was spread on Zobell 2216 E Agar. Paper disks (8 mm, Advantec, Toyo Roshi, Ltd., Japan) were dripped with 100 mcg, 250 mcg, 500 mcg, and 1000 mcg diluted crude extract on each surface of the paper disk. Petri disk and then incubated at room temperature for 24 hours and measurement activities. The antibacterial activity is defined as the establishment of an inhibition zone greater than 9 mm around the paper disk [17, 18, 19] .
Molecular Identification and Phylogenetic Analysis
DNA extraction was accomplished by chelex method [20] . A single colony of bacteria was grown for 24 hours, with 100 mL of ddH2O and 1 ml of 0.5% saponin in PBS and was incubated (4°C / 24 hours), centrifuged (12.000rpm / 10 min). Supernatant was removed and added to 1 ml of PBS, and then centrifuged again (12.000rpm / 5 min) after which the supernatant was discarded. Then added 100 mL of DDH 2 O and 50 mL of 20% boiled Chalex 100 (± 100°C / 10min) vortex every 5 minutes. Results centrifuged (12.000rpm / 10 min) obtained extract DNA and stored at -20 °C , after 24 hours plus 16S rDNA PCR Primer for universal 27F (5'-AGAGTTTGAT-CMTGGCTCAG-3 ') and specific Primary eubacteria 1492R (5'-TACGGTTAACCTT-GTTACGACTT-3'). GoTaq® Green Promega Master Mix (25 mL), primers 27F (0.5-5 mL), primer 1492R (0.5-5 mL), extract DNA (1-5 mL), and DDH 2 O (50 mL).
Setting PCR amplification by Susilowati [20] , denaturation ( 
RESULTS
Identification of Gastropod
Three types of gastropods were collected from the waters of Krakal, Gunung Kidul, Yogyakarta, namely Littorina scabra, Cypraea moneta,and Conus ebraeus, as shown in Figure 1 . 
Isolation and Purification of Symbiont Bacteria
Isolation of symbiont bacteria from the gastropod samples resulted in 16 bacterial isolates, respectively 8 bacterial isolates (Littorina scabra), 5 isolates (Cypraea moneta) and 3 bacterial isolates (Conus ebraeus). The results of morphological observation of the symbiont bacteria are presented in Table. 1 
Screening for Anti-MDR Compound-Producing Symbiont Bacteria
Screening results by Overlay identified 5 isolates showing activity against MDR bacteria. The isolates were LSG15, LSG18, CMG21, CMG24, CMG25. Antibacterial activity of isolates against MDR bacteria is presented in Table. 2 below. 
Three isolates were chosen because they contain bacteria with the highest activity against MDR bacteria. These isolates were LS.G1.8, CM.G2.1, CM.G2.5 for 6 types of bacteria tested in MDR with 4 different concentrations. The results of sensitivity test on symbiont bacteria extract against MDR bacteria are presented in Table. 3. -Data is already reduced diameter paper disk -A positive control using the antibiotic chloramphenicol 100 μl/disk.
Molecular Identification of Bacteria
The results of PCR 16S rDNA showed that the length of the base isolates LS.G1.8 and CM.G2.1 were 1485bp and 1479bp respectively, as shown in Figure 2 . Based on BLAST homology, it was found that the isolate LS.G1.8 had a very close kinship with Bacillus subtilis (99% homology). Isolate CM.G2.1 showed a very close kinship with Bacillus pumilus (99% homology). Below is a bacterial symbiont homology search using the BLAST system, presented in table 4. 
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Phylogenetic Tree
Results of processing showed a breakdown phylogenetic tree (cluster) of symbiotic bacteria with another organism in the smallest to the farthest levels. Figure 3 signifies 
DISCUSSION
Sampling and Sample Identification
Krakal has a pattern of ups and downs, with reefs being exposed to the sun in the lengthy period during low tide. Long sun exposure is one form of extreme conditions or stressing for organisms on the beach including gastropods. It is a major factor which triggers the secretion of secondary metabolites from organisms and microorganisms that live in symbiosis [21, 22] . Isolation of symbiont bacteria from gastropods Littorina scabra, Cypraea moneta and Conus ebraeus obtained 16 isolates of bacteria. The results confirmed that marine gastropods thrive in symbiosis with other microorganisms (bacteria and fungi). The microbes exist in the body of gastropods for their food filtering activity (filter feeder) in the aquatic environment. Patterns symbiosis or mutualism commensalism possible is because it is not widely known. Researchers believe there are several factors that affect the quality and quantity of bacterial symbionts on the host that changes in temperature, climate, and intensity to sunlight exposure [22] .
Molecular Identification of Bacteria
Overlay rest results showed that, of the 16 bacterial isolates, there were five isolates showing activity against bacteria MDR (Escherichia coli, Enterobacter cloacae, Klebsiella pneumoniae, MRSA (Methicillin-Resistant Staphylococcus aureus), Staphylococcus aureus, and Staphylococcus humonis), namely isolates LSG15, LSG18, CMG21, CMG24, and CMG25. This is in accordance with [9, 22, 23, 24] , that the air microorganisms associated with marine invertebrates producing secondary metabolites are bioactive compounds that have the potential as a drug and dosage farmaceutical.
These results were in accordance with Pringgenies [1] , who found the bacterial symbiont of gastropods have high activity against MDR bacteria. Antagonism of bacterial symbionts against MDR bacteria is one form of adaptation of microorganisms against other competitors. In extreme circumstances or depressed by other competitors, symbiotic bacteria secrete secondary metabolites for self-defense [25] . Secondary metabolites of microorganisms can be derived from the conversion of primary metabolites. The potential of antibacterial compounds is derived from secondary metabolites of microorganisms and bacteria produced when cells have reached the logarithmic phase to the stationary phase. This phase is called "idiophase" [11] .
Marine mollusks have a dominant synthesis of secondary metabolites such as fatty acids and sterols [26] . A group of Bacillus and Actinobacteria artifacts on the marine environment, to know that is able to produce antibacterial compounds have broad-spectrum and some other secondary metabolites [22] . This is consistent with [21] which states that antibacterial substance produced by a strain of Bacillus sp, which is isolated from the intestines of fish. Previous studies also suggested that the strain Bacillus sp (39% and 23%) are isolated from ascidian Halocynthia aurantium from Peter the Great Bay (Aquatic Japan), can both inhibit the growth of pathogenic bacteria S. aureus and B. subtilis. These findings are also confirmed by the results of a research which [22] found Bacillus pumilus isolated from molluscs Anadara brougtoni has the highest activity against pathogenic bacteria (S. aureus, B. subtilis, C.albicans, Xantomonas sp. Pv. Padrii, E. faecium, A. niger, F. oxysporum, Citricocus sp.) Hemolysis activity and surfactant activity.
Based on their activities, bacterial symbionts can be divided into two groups, namely bacteria that have a broad spectrum of antibacterial activity (active against gram positive and negative) and bacteria which have narrowspectrum antibacterial activity (only active against gram positive or gram negative only). Two isolates in this research showed broad-spectrum activity, namely isolates CM.G2.1 and LS.G1.8, which displayed activities against all MDR bacteria. In addition, three isolates of bacteria that showed narrow spectrum activity, namely isolate CM.G2.5 which was active against gram-positive bacteria (S.humonis, S. aureus, MRSA) and isolates LSG15 and CMG24 which were active against gram-negative bacteria(E.coli and K.pneumoniae).This is in accordance with [27] [22] [26] which state that extracts of benthic organisms such as molluscs have broad-spectrum antibacterial activity, while marine bacteria often display antibacterial activity of broad to narrow spectrum.
PCR and Electrophoresis
PCR method used in this research referred to works by Susilowati [20] to determine the molecular characteristics and bacteria associated with Sargassum spp from the waters of Long Island. Likewise Hassan et al [28] used PCR method to analyze the molecular phylogenetic diversity of marine bacteria isolated from the Gulf of Suez.
Based on the results of PCR 16S rDNA Electrophoresis, isolate LS.G1.8 had a base length of 1485 bp. Isolate CM.G2.1 had 1479bp of base length. These results are in line with Liu [29] who stated that the length of nucleotides of marine bacteria ranges between 600bp-1500bp. Upheld by [30] and [31] conducted a molecular identification of bacteria Bacillus sp. obtained from the marine bacterium B. Subtilis with a length of 1438 bp nucleotides and B. rigiliprofundi with a length of 1436 bp nucleotides.
Sequencing and Phylogenetic Analysis
Results from a search using BLAST (Basic Local Alignment Search Tool) indicated bacterial isolates LS.G1.8 had 99% homology with B. subtilis and CM.G2.1 had 99% homology with B. pumiilus. da Silva [32] stated that isolates with 16S rDNA sequence showing similarity greater than 97% can be represented at the species level. While the sequence similarities between 93% -97% can represent identity at the genus level. Thus isolates LS.G1.8 with 99% homology was identical with B. subtilis and isolates CM.G2.1 with 99% homology was identical with B. pumilus.
Conclusions
Results of the study showed there were three types of gastropods which were collected from waters of Krakal, Gunung Kidul Yogyakarta and there were 16 bacterial isolates, of all were identified 8 bacterial isolates (Littorina scabra), 5 isolates (Cypraea moneta) and 3 bacterial isolates (Conus ebraeus). Furthermore, only 2 isolates, CM.G2.1 LS.G1.8, displayed activity against the bacteria E. coli and S. aureus. Sr. 3.1 showed the highest activity against all MDR bacteria S. humonis, MRSA S. aureus, E. coli, K. pneumoniae, E. cloacae. Molecular identification of isolate bacteria yielded the following results: LS.G1.8 code had 99% homology with Bacillus subtilis and CM.G2.1 had 99% homology with Bacillus pumilus.
